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RANTES (CC chemokine ligand 5) contributes to airway inflamma-
tion through accumulation of eosinophils, but the exact role of
RANTES (CCL5) is not defined. C57BL/6 mice, sensitized by injection
of ovalbumin (OVA) on Days 1 and 14, were challenged with OVA
on Days 28, 29, and 30 (3 challenges, short-term—challenge model)
or on Days 28, 29, 30, 36, 40, 44, and 48 (7 challenges, repeated-
challenge model) and evaluated 48 h later. Anti-mouse RANTES
was given intravenously, and recombinant mouse RANTES or PBS
was given intratracheally. These reagents were given on Days 28,
29, and 30 in the short-term—challenge study and on Days 44 and
48 in the repeated-challenge study. After short-term challenge,
there were no effects after administration of anti-RANTES or
RANTES. In the repeated-challenge study, although control mice
showed a decrease in airway hyperresponsiveness, administration
of anti-RANTES sustained and enhanced airway hyperresponsive-
ness and increased goblet cell numbers. In contrast, administration
of RANTES normalized airway function but reduced goblet cell num-
bers. IL-12 and IFN-y levels in BAL decreased in the anti-RANTES
group and increased in the RANTES group. IFN-y-producing CD4
T cells in lung, and IFN-y production from lung T cells in response
to OVA in the anti-RANTES group, were significantly decreased but
were increased in the RANTES group. Anti-IFN-y, administered with
RANTES, decreased the effects of RANTES on AHR after repeated
challenge. These data indicate that RANTES plays a role in the
regulation of airway function after repeated allergen challenge, in
part through modulation of levels of IFN-y and IL-12.
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Bronchial asthma is a chronic inflammatory airway disease with
the features of reversible airway obstruction and nonspecific
airway hyperresponsiveness (AHR). Elevated serum IgE levels
and inflammatory cell infiltration, especially of eosinophils, mast
cells, and CD4+ T cells, seems to be involved in the pathogenesis
of the disease (1-3). In animal models of acute allergic inflam-
mation, Th2-cell-derived cytokines, notably IL-4, IL-5, IL-9, and
IL-13 and C-C chemokine family members such as RANTES
(regulated upon activation, normal T-cell expressed and secreted)
and eotaxin-1, are thought to play important roles in the induction
of eosinophilic airway inflammation, antigen-specific IgE produc-
tion, and AHR (4). Although airway inflammation and Th2 cyto-
kines and chemokines are a cornerstone of asthma, the asthmatic
response is complex, and the relative importance of some of these
contributors may vary with stage or duration of disease.
RANTES (CCL5) belongs to the CC chemokine family and
induces leukocyte migration by binding to specific receptors in
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the G protein—coupled receptor family (5, 6). RANTES (CCLS5)
has been shown in vitro to mediate eosinophil, lymphocyte, neu-
trophil, and monocyte chemotaxis (7-10), and it initiates several
other proinflammatory events, such as integrin activation, lipid
mediator biosynthesis, and degranulation (11, 12). RANTES
production, which is generated predominantly by CD8+ T cells,
epithelial cells, fibroblasts, and platelets, is associated with air-
way inflammation (8, 13-16). In vivo, RANTES is constitutively
expressed in the lungs of patients with asthma (17, 18), and
increased levels are detected in the BAL fluid (BALF) of pa-
tients with asthma (18, 19). However, the exact role of RANTES
in airway allergic inflammation has been somewhat controver-
sial. Several studies have shown the potent chemoattractant ac-
tivity of RANTES for eosinophils in airway allergic inflamma-
tion. For example, treatment with methylated RANTES, which
is a RANTES antagonist and retains binding to the receptor
without activation, decreased eosinophilia after antigen chal-
lenge (20). On the other hand, RANTES has been shown to
modulate cytokine production, inducing a switch from Th2-type
to Thl-type cytokines (21). RANTES also induces the upregula-
tion of Th1 cytokines (IL-2 and IFN-y) and Th2 cytokines (IL-5)
(22). The contribution of RANTES to the development of AHR
has not been well defined. We previously reported that after
repeated allergen challenge in sensitized mice, RANTES is
upregulated in parallel with a decline in AHR (23). Kline and
colleagues similarly demonstrated that administration of CpG
oligodeoxynucleotides reduced AHR and airway eosinophilia
and was associated with a significant increase in the levels of
transcription for RANTES (24).

In this study, we defined the role of RANTES in allergen-
induced airway responses after repeated antigen challenged by
neutralization of RANTES with specific antibody or administra-
tion of exogenous recombinant RANTES.

MATERIALS AND METHODS

Animals

Female C57BL/6 mice were purchased at 8-12 wk of age from Jackson
Laboratories (Bar Harbor, ME) and housed under specific pathogen—
free conditions. The animals were maintained on an ovalbumin (OVA)-
free diet. Experiments were conducted under a protocol approved by
the Institutional Animal Care and Use Committee of the National
Jewish Medical and Research Center.

Sensitization and Airway Challenge

Mice were sensitized at 8 wk of age by intraperitoneal injection of
20 pg of OVA (grade V; Sigma, St. Louis, MO) emulsified in 2.25 mg
of AlI(OH); (Pierce, Rockford, IL) in a total volume of 100 wl on Days
0 and 14. After sensitization, animals were challenged with nebulized
OVA (1% in saline) for 20 min on Days 28,29, and 30 (three challenges,
short-term—challenge model) or continued to receive airway challenges
on Days 36, 40, 44, and 48 (seven challenges, repeated—challenge
model). Forty-eight hours after the last OV A challenge (Day 32 or 50),
AHR was assessed, and BAL, serum, and tissues were obtained for
further analysis. Controls were nonsensitized but challenged with OVA.
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Treatment Protocol for RANTES

Anti-mouse RANTES antibody (R&D Systems, Minneapolis, MN) was
administered intravenously (100 pg in 100 pl of PBS) 30 min before
each antigen challenge on Days 28, 29, and 30 (in the short-term—
challenge model) or on Days 44 and 48 (in the repeated-challenge
model). Control animals received the same amount of rat IgG (Sigma-
Aldrich, St. Louis, MO) on the same days.

Recombinant mouse RANTES (Pepro Tech, Rocky Hill, NJ) was
given via the trachea (1 pg in 20 pl of PBS) 4 h before each antigen
challenge on Days 28, 29, and 30 (short-term challenge) or on Days 44
and 48 (repeated challenge). The same volume of PBS containing 0.1%
BSA was administered as a control.

Anti-IFN-y antibody (R&D Systems) was administered intrave-
nously (100 pg in 100 pl of PBS) 30 min before each antigen challenge
on Days 44 and 48 (repeated challenge) in some animals that also
received RANTES or PBS through the trachea. Control animals re-
ceived the same amount of rat IgG (Sigma-Aldrich), following the same
protocol.

Determination of Airway Responsiveness

Airway function was assessed as previously described by measuring
changes in lung resistance (RL) in response to increasing doses of
inhaled methacholine (MCh) (25). Data are expressed as percentage
of changes from baseline RL obtained after inhalation of saline.

BAL

Immediately after assessment of airway function, lungs were lavaged
via the tracheal tube with 1 ml Hank’s balanced salt solution at room
temperature. Total leukocyte numbers were measured with a Coulter
Counter (Coulter Corporation, Hialeah, FL). Cytospin slides were
stained with Leukostat (Fisher Diagnostics, Pittsburgh, PA) and differ-
entiated by standard hematologic procedures in a blinded fashion.

Histochemistry

Lungs were fixed in 10% formalin and processed into paraffin. Mucus-
containing goblet cells were detected by staining of paraffin sections
(5 pm thick) with periodic acid-Schiff (PAS). Histology analysis was
done in a blinded manner by light microscopy linked to an image
system. Numbers of PAS-positive goblet cells were determined only in
cross-sectional areas of the airway wall. Six to 10 different sections
were evaluated per animal. The obtained measurements were averaged
for each animal, and the mean values and SEs were determined for
each group.

Measurement of Cytokine Levels in BALF and Culture
Supernates

Levels of cytokines were determined using commercially available
ELISAs following the manufacturers’ instructions. ELISA kits for the
detection of IL-4, IL-5, IL-10, IL-12 (p70), and IFN-vy in supernatants
were obtained from BD Pharmingen (San Diego, CA). The IL-13
ELISA kit was purchased from R&D Systems. The limits of detection
for each assay were as follows: 4 pg/ml for IL-4 and IL-5; 10 pg/ml for
IL-10, IL-12, and IFN-y; and 1.5 pg/ml for IL-13.

Lung Cell Isolation

Lungs were dissected into small pieces and exposed to an enzymatic
digestion solution containing 175 IU/ml collagenase V (Sigma-Aldrich)
in Hanks’ balanced salt solution for 1 h. After enzymatic digestion,
total lung leukocytes were further enriched by 35% Percoll (Sigma-
Aldrich) gradient centrifugation. The pellets were resuspended in
5 ml Red Blood Cell Lysing Buffer (Sigma-Aldrich) for 10 min on ice.
The cells were washed twice and resuspended in PBS containing 1%
BSA.

Intracellular Cytokine Staining

Intracellular cytokine staining was performed as previously described
(26). Briefly, lung MNC were stimulated for 6 h with phorbol myristate
acetate (10 ng/ml) and ionomycin (500 pg/ml) in the presence of brefel-
din A (10 pg/ml). After washing, cells were stained for cell-surface
markers with mAbs against CD3 (145-2C11, hamster IgG), CD4

(RM4-5, rat IgG2a), and CD8 (53-6.7, rat IgG2a). All fluorochrome-
labeled mAbs and isotype control IgGs were purchased from BD Phar-
mingen. After fixation and permeabilization, cells were stained with
PE- or biotin-conjugated anticytokine Abs or similarly labeled isotype-
matched control Abs against IL-4 and IFN-y (purchased from BD
Pharmingen) and biotinylated goat anti-mouse IL-13 and control Ab
(purchased from R&D Systems). The cells were washed, and staining
was analyzed by flow cytometry on FACS Calibur using CellQuest
software (BD Biosciences, Mountain View, CA).

Ex Vivo Culture of Lung T Cells

Lung cell suspensions were prepared, and lung T cells were isolated
using mouse T cell immunocolumns (Cedarlane, Hornby, ON, Canada).
The purity of T cells after isolation was over 90% as assessed by flow
cytometry. Ex vivo culture of purified lung T cells (2 X 10%well) with
irradiated splenocytes (3,000 rads, 2 X 10%/well) and OVA (10 pg/ml)
was performed. After 48 h, the culture supernates were harvested and
frozen at —20°C until use.

Statistical Analysis

Mann-Whitney U tests were used to determine the levels of difference
between all groups. The data were pooled from three independent
experiments with four mice per group in each experiment (n = 12).
Comparisons for all pairs were performed by Kruskal-Wallis test.
Significance was assumed at P < 0.05. Values for all measurements
were expressed as mean = SEM.

RESULTS

AHR after Modulation of RANTES

Mice received injections of anti-RANTES antibody (¢!RANTES
AD) or control rat IgG (control IgG) 30 min before each allergen
challenge on Days 28, 29, and 30 in short-term—challenged mice
(three challenges) or on Days 44 and 48 in seven repeated-
challenged mice (seven challenges). xRANTES Ab administra-
tion before each of three daily allergen challenges after OVA
sensitization resulted in limited increases in RL to MCh when
compared with control IgG-treated mice (Figure 1). When
aRANTES Ab was given to sensitized and repeatedly allergen-
challenged mice, significant increases in RL were observed com-
pared with control IgG-treated mice (Figure 1A).

When mice were treated with recombinant mouse RANTES
before challenge on Days 44 and 48, a further attenuation of
AHR was shown in repeatedly challenged mice compared with
the PBS-treated group (Figure 1B). No significant differences
were found in airway responsiveness with RANTES treatment
of the short-term—challenged mice (data not shown).

Inflammatory Cell Composition in BALF

The number of inflammatory cells in the BALF was determined
48 h after the last allergen challenge. In the repeated-allergen—
challenged mice, administration of tRANTES Ab significantly
reduced the number of macrophages in the BALF (Figure 2A).
In contrast, RANTES increased the number of macrophages
in the BALF (Figure 2B). Treatment with «RANTES Ab or
RANTES did not alter the numbers of lymphocytes or eosino-
phils in the BALF. In short-term—challenged mice, administra-
tion of tRANTES Ab or RANTES showed no effect in cell
composition in the BALF (data not shown).

Lung Tissue Analysis

Goblet cell hyperplasia and mucus hyperproduction were evalu-
ated by PAS staining and quantification of positively stained
cells. In allergen-sensitized and repeated-allergen—challenged
mice, treatment with «dRANTES Ab augmented the numbers
of PAS-positive cells (Figures 3B-3D), and administration of
RANTES suppressed the number of PAS-positive cells (Figures
3F-3H). In short-term—challenged mice, similar numbers of
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Figure 2. Cellular composition in BALF from mice sensitized and chal-
lenged with OVA. (A) Groups of mice treated with anti-RANTES antibody
or control rat IgG. (B) Groups of mice treated with RANTES or PBS.
*P < 0.05 between groups indicated.
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lenges) mice. 3C and 7C: nonsensi-
tized mice exposed to three or
seven OVA challenges. S/3C and
S/7C: sensitized mice exposed to
three or seven OVA challenges.

o«RANTES Ab or RANTES treatment. Short-term challenge of
sensitized mice significantly increased the levels of the Th2-type
cytokines, IL-4, IL-5, IL-10, and IL-13 in the BALF compared
with nonsensitized mice. IL.-12 and IFN-v levels were the same
in both groups. None of these cytokine levels was altered by
aRANTES Ab or RANTES treatment (data not shown). How-
ever, after repeated challenges, IFN-y levels were sustained and
IL-12 levels were increased, and these levels were decreased
with aRANTES Ab and increased with RANTES treatment
(Figures 4E, 4F, 4K, and 4L).

Intracellular IFN-y Staining of Lymphocytes

These data suggested that in sensitized and repeatedly chal-
lenged mice, RANTES may play a regulatory role in airway
inflammation, AHR, and cytokine production. To address
whether RANTES functioned through the upregulation of
IFN-y production from lymphocytes in the lung, we quantified
IFN-y—producing cells by intracellular cytokine staining. Lung
MNCs were obtained from each treatment group and stimulated
with phorbol myristate acetate and ionomycin, and intracellular
staining for IFN-y was performed. In «RANTES-treated mice,
the numbers of IFN-y—producing CD4+ and CD8+ T cells were
significantly decreased compared with control mice (Figures SA
and 5B). In contrast, the number of CD4+ T cells producing
IFN-y was significantly augmented after administration of
RANTES (Figures 5C and 5D). IFN-y—producing CD8+ T cells
were also increased but did not achieve statistical significance.
There were no differences in the number of IL-4— or IL-13-
producing CD4+ and CD8+ T cells in each treatment group
(data not shown). There was also no difference in number of
CD4+ and CD8+ T cells in the lung in each treatment group
(data not shown).

IFN-y Production from Lung T Cells

Ex vivo cultures of lung T cells with OVA showed that IFN-y
production in the mice that received anti-RANTES antibody
was significantly decreased compared with mice that received
control antibody (Figure 6A). In parallel, lung T cells from mice
that received RANTES intratracheally produced more IFN-y
than the mice that received PBS (Figure 6B).
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Figure 3. Representative photomicrographs (A-C
and £-G) and quantitative analysis of PAS-positive cells
(D and H) in the lung tissues. The tissues were ob-
tained 48 h after the last challenge. Shown are photo-
micrographs from groups of nonsensitized and seven
challenges (Aand E), sensitized/seven challenges with
control rat IgG (B), sensitized/seven challenges with
anti-RANTES antibody (C), sensitized/seven chal-
lenges with PBS (F), and sensitized/seven challenges
with RANTES (G). Quantitative analysis on lung tissues
was performed in mice with anti-RANTES antibody
or PBS (D) and with RANTES or PBS (H). Results for
each group are expressed as mean = SEM. *P < 0.05
between groups indicated.
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Figure 5. The numbers of IFN-y—producing CD4 (A and C) or CD8 T
cells (B and D) in the lung were determined by intracellular cytokine
staining as described in MATERIALS AND METHODS. Results are shown as
mean *= SEM. *P < 0.05 compared with sensitized seven OVA-
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Figure 4. Cytokine levels. IL-4 (A, G), IL-5 (B,
H), IL-13 (C, 1) IL-10 (D, J), IFN-y (E, K), and
IL-12 (F, L) in BALF were determined in long-
term—challenged mice by ELISA as described
in MATERIALS AND METHODS. (A-F) Groups of
mice treated with anti-RANTES antibody or
control rat IgG. (G-L) Groups of mice treated
with RANTES or PBS. Results of each group
are expressed as mean * SEM. *P < 0.05
between groups indicated. N.D., not detect-
able.
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The Effect of Anti-IFN-y Antibody

To determine the importance of the increased levels of IFN-y
after RANTES treatment in the regulation of the response to
repeated challenge, anti-IFN-y was administered 3 h after
RANTES or PBS administration. Anti—-IFN-y treatment aug-
mented AHR compared with the IgG-treated group (Figure
7A). Anti-IFN-y plus PBS treatment also increased AHR sig-
nificantly compared with the control IgG plus PBS treated group.
However, the cell composition in BALF was not altered by
antibody treatment (Figure 7B).

DISCUSSION

Allergic asthma has several characteristic features, including air-
way eosinophilia, AHR, and mucus metaplasia, and many studies
have demonstrated that the production of Th2 cytokines is the
cornerstone for the development of these responses. Chemo-
kines produced by immune cells also play a key role in the
recruitment of various inflammatory cells (27, 28). Among these
proteins, RANTES, eotaxin, MCP-3, and MCP-4 have been
shown to contribute to the accumulation of eosinophils in allergic
airway inflammation (29). Studies that have attempted to neu-
tralize RANTES or block RANTES receptors have demon-
strated a reduction in airway eosinophilia, but these treatments
were not sufficient to modulate AHR (20, 30). In animals
infected with respiratory syncytial virus, anti-RANTES did
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Figure 6. IFN-y levels in culture supernates from lung T cells.

Cytokine levels after stimulation of purified lung T cells co-

cultured with irradiated splenocytes and OVA were measured
in supernates by ELISA as described in MATERIALS AND METHODS.

The results for each group are expressed as mean = SEM
(n = 6 in each group). *P < 0.05 between groups indicated.
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suppress the development of AHR (31). All of these studies were
only performed early in the response to allergen or respiratory
syncytial virus. In the present study, anti-RANTES treatment
augmented AHR but only after repeated challenge where AHR
was declining as the number of allergen challenges increased. As
a corollary, after repeated challenge, RANTES administration
further reduced AHR without altering the levels of Th2 cyto-
kines in the BALF or airway eosinophil numbers. The results
were not strain dependent because similar results were obtained
in C57B1/6 and BALB/c mice (data not shown). The possible
factors associated with the regulation of airway responsiveness
by RANTES were IL-12 and IFN-y because these levels in
the BALF were increased with administration of RANTES and
decreased after administration of anti-RANTES in repeatedly
challenged mice.

The effects of RANTES were restricted to mice that received
repeated allergen challenge; after sensitization and only three
allergen challenges, neither anti-RANTES nor RANTES had a
significant effect on AHR or numbers of eosinophils in the
BALF. We previously investigated the kinetics of cytokine and
chemokine production after short-term and repeated-allergen
challenge (23). In these studies, RANTES levels in the BALF
were elevated after short-term challenge but were significantly
increased after repeated-allergen challenge. Because increased
levels of RANTES paralleled the decline in AHR and decreases
in levels of Th2 cytokines and increases in levels of Th1 cytokines
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in the airways, RANTES may be involved in shifting of the
Th1-Th2 balance but is dependent on the stage of the disease.
For example, RANTES may be a Th2 response enhancer and
chemotactic factor for eosinophils after short-term challenge,
but its role shifts toward augmenting Th1 responses in sensitized
mice as the number of allergen challenges increases. RANTES
is known to be a chemotactic factor for lymphocytes, monocyte/
macrophages, neutrophils, dendritic cells, natural killer cells, and
eosinophils and has been shown to induce migration of Thl
lymphocytes, monocyte/macrophages, and natural killer cells
into inflammatory sites, which is important in the pathogenesis of
chronic inflammatory diseases (32). Further, RANTES strongly
enhances the production of Th1-type (IL-2 and IFN-y) cytokines
(and that of Th2-type [IL-5 and IL-6] cytokines more modestly)
with antigen stimulation in vitro (21).

Anti-RANTES treatment reduced the number of IFN-y—
producing T cells in the lung, whereas RANTES administration
increased the number of these cells after repeated allergen chal-
lenge. As a result, RANTES may not only play an important
role in supporting accumulation of monocyte/macrophages at
inflammatory sites but may also enhance IL-12 production from
these cells in the presence of IFN-y (33). Support not only for
the association with but the involvement of IFN-y in RANTES-
mediated regulation of AHR has been shown in experiments
with anti-IFN-y treatment, which abolished the effects of
RANTES treatment on AHR. Thus, RANTES may upregulate

Figure 7. Changes in RL (A) to in-
haled MCh and BAL cellular compo-
sition (B). Anti—-IFN-y antibody or
control rat IgG was administered
to sensitized and seven OVA-
challenged mice with RANTES treat-
ment or PBS through the trachea.
Forty-eight hours after the last OVA
challenge, airway function measure-
ments and BALF cell analysis were
performed. The data are expressed
as mean = SEM. *P < 0.05 com-
pared with RANTES and control rat
IgG-treated mice with PBS and con-
trol rat IgG-treated mice. P < 0.05
or #P < 0.01 between RANTES and
anti-IFN-y-treated mice versus
RANTES and control rat IgG-treated
mice, respectively. *P < 0.05 or
+**P < 0.01 between PBS and anti—
IFN-y-treated mice versus PBS
and control rat IgG-treated mice,
respectively.
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IL-12 production in the lung followed by increased levels of
IFN-vy after repeated allergen challenge.

The role of IFN-y in AHR is somewhat controversial. Some
studies have demonstrated that IFN-+y has the potential to inhibit
AHR (34-36), whereas others have shown that IFN-y may play
a role in the development of AHR (37, 38). It is well known
that IFN-y inhibits production of Th2-cytokines (IL-4, IL-5, and
IL-13) from antigen-specific T cells, in part by skewing toward
Thl-type cells (34). However, in the present study, we did not
find any significant alteration in Th2 cytokine levels in the BALF
after anti-RANTES treatment or RANTES treatment. IFN-y
may have direct effects on AHR by acting on airway smooth
muscle. [FN-y was shown to inhibit airway smooth muscle con-
traction to carbachol, KCl, and TGF-B with isoproterenol (39,
40) and to inhibit the proliferation of airway smooth muscle
(41). Moreover, several studies have reported that intranasal
administration of IFN-y effectively inhibited goblet cell metapla-
sia and AHR in a mouse model (34, 35, 42). However, no benefi-
cial effects were observed on AHR or symptom scores with
IFN-y in patients with asthma (43, 44).

In summary, this study demonstrates that anti-RANTES
treatment enhances AHR, whereas RANTES treatment amelio-
rates AHR, but only after repeated allergen challenge of sensi-
tized mice. The changes in levels of the Th1 cytokines, IL-12, and
IFN-vy paralleled the changes in AHR; anti-RANTES treatment
decreased the levels of IL-12 and IFN-y, and RANTES increased
IFN-y levels in the BALF. It is tempting to speculate that the
role of RANTES evolves or changes with increasing allergen
challenge of sensitized mice.
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